. Analysis of different protein levels and viability on ZL55 cells before and after shCR-IPTG induction. (A) Western blot analyses of CR levels in the parental (wt) ZL55 and MSTO-211H cell lines. GAPDH was used as loading control. Protein size markers are shown in the figure. (B) Western blot analyses of CR, p-FAK (Tyr397) and total FAK levels of extracts from ZL55-shCALB2-IPTG cells induced with IPTG for 11 days (+IPTG) and after IPTG removal (-IPTG) up to 9 days. GAPDH was used as loading control. In the lower panel, normalized values (to GAPDH) of Western blot signals of the 3 proteins are shown (n = 3 independent experiments; mean + SD). Of note, signals for both, p-FAK (Tyr397) and total FAK change within the time course of the experiment. (C) Cell number/viability, determined by an MTT assay shows a decrease in the number of viable ZL55-shCALB2-IPTG cells by 30% (**p ≤ 0.05) after 8 days of IPTG treatment compared with non-treated (NT) cells.
. Effect of Cis-Pt and the Wnt inhibitor 3289-8625 on cell viability and on expression levels of different proteins of ZL55-wt, ZL55-CR and ZL55-shCALB2-IPTG (induced) cells. (A) MTT signals measured after 72 h of treatment with different concentrations of Cis-Pt ranging from 1.25 M to 5 M in ZL55-wt, ZL55-CR and ZL55-shCALB2-IPTG (induced) cells (n = 3 independent experiments; * p ≤ 0.05). (B) MTT signals of ZL55-wt, ZL55-CR and ZL55-shCALB2-IPTG (induced) cells after 24 h of treatment with 3289−8625 (100 M), followed by additional 48 h in the presence of Cis-Pt (5 M; n = 3 independent experiments; asterisks represent * p ≤ 0.05, and **** p ≤ 0.0001). (C) Upper part: Representative Western blot signals of CR, JNK, and p-JNK (Thr183/Tyr185) in untreated (CRoverexpressing) MSTO-CR, control MSTO-wt and CR-depleted ZL55-shCALB2-IPTG (induced) cells, in ZL55-shCALB2-IPTG (induced) cells treated with Cis-Pt (5 µM) for 72 h alone, or pre-treated for 24 h with 3289−8625 (100 ) followed by 48 h treatment of Cis-Pt (5 µM). GAPDH was used as loading control. Protein size markers are shown in the figure. Lower part: Quantification of the relative JNK phosphorylation levels (ratio p-JNK/JNK normalized to GAPDH; ratio for ZL55-wt cells defined as 1.0) is shown (n = 3 independent experiments; mean + SD). 
